Abstract: Myristica fragrans (f. Myristicaceae) seeds are better known as a spice, but their chemical compounds may have a pharmacological effect. The yield of their composition of extracts and essential oils differs due to different methodologies. The aim of this study was to evaluate an excipient material-magnesium aluminometasilicate-and to determine its influence on the qualitative composition of nutmeg extracts and essential oils. Furthermore, we wanted to compare the yield of essential oil. The extracts were prepared by maceration (M) and ultrasound bath-assisted extraction (UAE), and the essential oil-by hydrodistillation (HD). Conventional methods (UAE, HD) were modified with magnesium aluminometasilicate. The samples were analyzed by gas chromatography-mass spectrometry (GC-MS) method. From 16 to 19 chemical compounds were obtained using UAE with magnesium aluminometasilicate, while only 8 to 13 compounds were obtained using UAE without an excipient. Using our conditions and plant material, for the first time eight new chemical compounds in nutmeg essential oil were identified. Two of these compounds (γ-amorphene and cis-α-bergamotene) were obtained with the use of excipient, the other six (β-copaene, bergamotene, citronellyl decanoate, cubebol, cubenene, orthodene) by conventional hydrodistillation. Magnesium aluminometasilicate significantly increased the quantity of sabinene (from 6.53% to 61.42%) and limonene (from 0% to 5.62%) in essential oil. The yield of the essential oil from nutmeg seeds was significantly higher using magnesium aluminometasilicate; it increased from 5.25 ± 0.04% to 10.43 ± 0.09%.
Introduction
Since ancient times, nutmeg (Myristica fragrans, f. Myristicaceae) has been used as a spice. Its aphrodisiac effect is often mentioned [1] . In traditional medicine, nutmeg is used to treat rheumatism, pain, nausea, stomach cramps, and other illnesses [2] . A lot of research is being done in order to test the pharmacological effects of nutmeg. Scientific sources say that nutmeg has antibacterial, Using other extraction techniques (i.e., UAE, HD), myrislignan and elemicin were not found. The extract (M1) has 10 different active compounds: α-phellandrene, β-myrcene, γ-asarone, elemicin, and others (Table 2) .
Analyzing the influence of ethanol concentrations on the extraction of compounds, it was found that most of the different compounds were extracted using 70% ethanol (fifteen compounds), or at least 50% ethanol (eight compounds). The higher the ethanol concentration, the better the extracts were extracted, for example with α-pinene, 2.4%, 8.3%, and 14.67%, respectively (Table 2 ). In contrast, when weaker ethanol concentrations were used more isolemicin was extracted (62.24%, 23.63%). In the extract of 96% ethanol isolemicin was not found.
The data of the extracts with magnesium aluminometasilicate, using 70% ethanol as a solvent (UAE4, UAE5, UAE6, Table 2 ) showed that when 1% magnesium aluminometasilicate was used, the utmost quantity of compounds was identified (90.92%). Magnesium aluminometasilicate helped extract sabinene (from 29.9 to 32.69%, in extracts without magnesium aluminometasilicate sabinene was not found). The following compounds were also detected in extracts with magnesium aluminometasilicate exposure: myrcene, isoterpinolene, isogermacrene, limonene, cis-sabinene hydrate, γ-terpinene, γ-amorphene, and β-myrcene ( Table 2) .
The composition of the essential oils, which were obtained using hydrodistillation (HD1) and hydrodistillation with excipients from HD2 to HD4 (Table 1 ), showed that 1% of magnesium aluminometasilicate significantly improved amount of α-pinene and sabinene compared to conventional hydrodistillation, respectively 54.95% and 106.32%. Using 0.5% and 2% of magnesium aluminometasilicate the amount of the α-pinene and sabinene was higher than HD1 but lower than HD3 (Figure 1 ). Table 1 .
In HD1, essential oil consisted of β-copaene, bergamotene, bicyclogermacrene, cubebol, cubenene, and piperitol, and these compounds were not identified in other extracts. Ten compounds using magnesium aluminometasilicate were obtained, and in comparison to the essential oil of HD1, their amount was not large but it was about 13.05 ± 3.54% of the quantity of all of the identified compounds in essential oil.
Comparing water and ethanol as solvents, and maceration with ultrasound-assisted extraction methods, it was found that water is better in extracting α-phellandrene (13.04%) than 70% ethanol (1.41%), but worse in γ-asarone (0.79% versus 2.07%), cis-p-menth-2-en-1-ol (0.43% versus 5.88%), 4-carene, trans-(+)-(3.37% versus 6.56%) ( Table 2) .
By using hydrodistillation from nutmeg (HD1), 0.79 ± 0.04 g of essential oil was obtained ( Figure 2 ).
The composition of the essential oils, which were obtained using hydrodistillation (HD1) and hydrodistillation with excipients from HD2 to HD4 ( Table 1 ), showed that 1% of magnesium aluminometasilicate significantly improved amount of α-pinene and sabinene compared to conventional hydrodistillation, respectively 54.95% and 106.32%. Using 0.5% and 2% of magnesium aluminometasilicate the amount of the α-pinene and sabinene was higher than HD1 but lower than HD3 ( Figure 1 ). Figure 1 . Magnesium aluminometasilicate's influence on the amount of α and β-pinene, limonene, and sabinene in the essential oils of nutmeg. Component quantity in essential oils, * p < 0.05 versus hydrodistillation without magnesium aluminometasilicate. a Sample code can be seen in Table 1 .
By using hydrodistillation from nutmeg (HD1), 0.79 ± 0.04 g of essential oil was obtained ( Figure  2 ). At least this amount of mass was gained in all of the samples. Then we used the magnesium aluminometasilicate, and the essential oil was obtained in higher quantities-from 1.19 ± 0.09 g to 1.57 ± 0.09 g (p < 0.05). The highest yield of essential oil (HD4, 10.43%) was obtained using 2% magnesium aluminometasilicate (Figure 2 ).
Discussion
In this study, the extracts, essential oil, and the influence of excipient were analyzed. The composition of the aqueous (M1) and ethanolic (UAE1-UAE6) extracts and essential oil (HD1-HD4) of nutmeg were determined (Table 1) . Our results show that the extract which was obtained using maceration with water had 10 different chemical compounds of which the most commonly found are myrislignan (22.59%), elemicin (13.99%), and α-phellandrene (13.04%). We did not find any research done with aqueous extract of nutmeg. In ethanolic extract, which was made by using maceration, the quantity of elemicin (5.7%) was 2.45 times lower, and the quantity of α-phellandrene was 21.73 times higher [8] . Elemicin has antibacterial effects [29] and α-phellandrene, anti-inflammatory [30] , so using maceration with water is more effective if a bigger effect is needed. Myrislignan has anti-inflammatory [31] and anti-cancer [32] effects. This compound was not extracted using ethanol [8] .
In our study, when 96% ethanol was used (ultrasound extraction, sample UAE3), the α-pinene content was obtained at 14.67%, in other study using the same method, 6.75 ± 0.92% was obtained [8] .
In one of the studies, the compound of cis-p-menth-2-en-1-ol was obtained at about 0.1% [8] . However, in our study using 96% ethanol the compound was obtained at 3.25%, which is 32.5 times more than in the previously mentioned study, and if we compare this with extraction using 70% ethanol, the yield of cis-p-menth-2-en-1-ol was obtained at 58.8 (5.88%) times more in our research (Table 2 ). Using nutmeg seeds material from Grenada we did not find any isoelemicin (ultrasound extraction, 96% ethanol), the other researchers found 0.8 ± 0.46% [8] , but we used 50% and 70% ethanol and determined the quantity of isoelemicin, which was 62.24% and 23.63%, respectively. The excipients are used to improve the extraction of the active compounds. Surfactants used in experiments improve the extraction of certain compounds, such as Sodium dodecyle sulfate (SDS), Triton X 100, PEG 2000, Brij 35, Tween, etc. [25] . In our study we used magnesium aluminometasilicate as excipient, and our purpose was to research and determine the effect of magnesium aluminometasilicate on the extraction of active compounds. Previously, this substance has not been used in studies with extracts and essential oils. Magnesium aluminometasilicate is used as excipient in solid drug form formulations [26, 27, 33] . Using this material, we have relied on its mechanism of action. It adsorbs high loads of oil [34] , so we predicted that it could extract more essential oil components. The results of GC-MS analysis showed the influence of the excipients on gaining different quantities of certain compounds. Magnesium aluminometasilicate significantly improved the amount of sabinene. If we compare it to the essential oils that were made by using simple hydrodistillation (Table 2) , we see that 0.5% and 2% of magnesium aluminometasilicate increased sabinene by 7.41 ± 0.2 times (49.6% and 47.1%, traditional hydrodistillation-6.53%), the 1% of magnesium aluminometasilicate increased sabinene by 9.41 times (61.42%). These results are significant. Dupuy [7] reported 6.00-36.08% quantity of sabinene, and the nutmeg seeds were from Indonesia. Also, magnesium aluminometasilicate had influence on limonene ( Figure 1 ) and γ-terpinene extraction. The other samples made without the excipient did not have these compounds (M1, HD1, UAE1-UAE3) ( Table 2 ). Sabinene has anti-inflammatory, antifungal, and antioxidant effects [35, 36] , limonene has low-toxicity and anticancer effect [37] , and γ-terpinene characterizes as an antimicrobial and antioxidant agent [38] . Magnesium aluminometasilicate's influence on α-pinene and β-pinene was different. The 1% of magnesium aluminometasilicate increased the quantity of α-pinene by 45% (from 8.27% to 15.05%) and decreased β-pinene by 84% (from 26.61% to 4.32%). Piaru [9] results showed that Myristica fragrans seeds's essential oil from Malaysia contained 8.5% α-pinene and 3.5% β-pinene.
After analyzing many studies with nutmeg essential oil we found a few compounds which were not mentioned in publications. Our study showed that essential oil HD1 from nutmeg (Grenada) contains β-copaene (0.25%), bergamotene (0.07%), citronellyl decanoate (0.3%), cubebol (0.05%), cubenene (0.07%), and orthodene (0.51%) (Figure 3 ).
contains β-copaene (0.25%), bergamotene (0.07%), citronellyl decanoate (0.3%), cubebol (0.05%), cubenene (0.07%), and orthodene (0.51%) (Figure 3) . In other research we found that the oleoresins of Myristica fragrans (Egypt) have α-copaene (0.63%) [8] and trans-α-bergamotene (0.1%) [39] . The compound of cubebol was found in Piper Cuberica Linn. essential oil and oleoresins [40] and Chromolaena odorata essential oil (8.6%) [41] . Cubenene was obtained in Caryopteris incana essential oil (9.7%) [42] . The γ-amorphene (0.03-0.78%) and cis-α-bergamotene (0.08-0.1%) were obtained by using magnesium aluminometasilicate in hydrodistillation (HD2-HD3) (Figure 3) . Volatile compound composition in extracts which have been produced using magnesium aluminometasilicate have similarities with essential oil. Seventy-one percent of the chemical compounds in the extract correspond to the composition of essential oil. However, only extracts with magnesium aluminometasilicate extracted β-myrcene and isoelemicin, and these compounds are not present in essential oil.
Our experimental data showed that the essential oil yield increased if we used magnesium aluminometasilicate as excipient which facilitated volatile compounds extraction. Essential oil yield from Myristica fragrans was 5.25 ± 0.04%; however, the magnesium aluminometasilicate was used for the yield of the essential oil and it was from 7.9 ± 0.09% to 10.43 ± 0.09%. Using sea water, the yield of oil-bearing rose increased statistically insignificantly by 0.045%, but the sea water significantly decreases the citronellol rate from 41.49% to 33.56%, and significantly increases geraniol (from 17.58% to 27.44%) [22] . Using non-ionic surfactants for extraction of sage essential oil it was found that Tween 20 increased the yield of oil at 1.83% and Span 80 or Span 20 had no effect [23] . Using 5% NaCl salt solution for hydrodistillation, the yield of lavender oil was 5.01 ± 0.45% in comparison with only water, where the yield was 4.55 ± 0.14% [14] . All essential oil samples with magnesium aluminometasilicate have 21 chemical compounds, although essential oil made by simple hydrodistillation has 24 compounds but that is not significantly important. The yield of nutmeg essential oil significantly increases with magnesium aluminometasilicate as excipient. The essential oil yield from nutmeg seeds (Nigeria) was 1.46% [43] , from other nutmeg seeds (China) it was 2.4% [44] . Nutmeg seeds from Indonesia were hydrodistillated and the yield of essential oil was obtained at 5.84%. In other research we found that the oleoresins of Myristica fragrans (Egypt) have α-copaene (0.63%) [8] and trans-α-bergamotene (0.1%) [39] . The compound of cubebol was found in Piper Cuberica Linn. essential oil and oleoresins [40] and Chromolaena odorata essential oil (8.6%) [41] . Cubenene was obtained in Caryopteris incana essential oil (9.7%) [42] . The γ-amorphene (0.03-0.78%) and cis-α-bergamotene (0.08-0.1%) were obtained by using magnesium aluminometasilicate in hydrodistillation (HD2-HD3) (Figure 3) . Volatile compound composition in extracts which have been produced using magnesium aluminometasilicate have similarities with essential oil. Seventy-one percent of the chemical compounds in the extract correspond to the composition of essential oil. However, only extracts with magnesium aluminometasilicate extracted β-myrcene and isoelemicin, and these compounds are not present in essential oil.
Our experimental data showed that the essential oil yield increased if we used magnesium aluminometasilicate as excipient which facilitated volatile compounds extraction. Essential oil yield from Myristica fragrans was 5.25 ± 0.04%; however, the magnesium aluminometasilicate was used for the yield of the essential oil and it was from 7.9 ± 0.09% to 10.43 ± 0.09%. Using sea water, the yield of oil-bearing rose increased statistically insignificantly by 0.045%, but the sea water significantly decreases the citronellol rate from 41.49% to 33.56%, and significantly increases geraniol (from 17.58% to 27.44%) [22] . Using non-ionic surfactants for extraction of sage essential oil it was found that Tween 20 increased the yield of oil at 1.83% and Span 80 or Span 20 had no effect [23] . Using 5% NaCl salt solution for hydrodistillation, the yield of lavender oil was 5.01 ± 0.45% in comparison with only water, where the yield was 4.55 ± 0.14% [14] . All essential oil samples with magnesium aluminometasilicate have 21 chemical compounds, although essential oil made by simple hydrodistillation has 24 compounds but that is not significantly important. The yield of nutmeg essential oil significantly increases with magnesium aluminometasilicate as excipient. The essential oil yield from nutmeg seeds (Nigeria) was 1.46% [43] , from other nutmeg seeds (China) it was 2.4% [44] . Nutmeg seeds from Indonesia were hydrodistillated and the yield of essential oil was obtained at 5.84%.
Materials and Methods

Materials
The dried seeds of Myristica fragrans (nutmeg) were from Grenada. The seeds were identified by Jurga Bernatoniene, Medical Academy, Lithuania University of Health Sciences, Kaunas, Lithuania. A voucher specimen (I 18922) was placed for storage at the Herbarium of the Department of Drug Technology and Social Pharmacy, Lithuanian University of Health Sciences, Lithuania. The seeds were a brown-beige color, had a characteristic odor, and strong, bitter, and spicy flavor. Dried nutmeg seeds were ground into a powder (particles smaller than 0.5 mm) with a laboratory mill. The samples were kept in an airtight container in a dark environment and in ambient temperature.
Magnesium aluminometasilicate (Neusilin ® US2, Fuji Chemical Industries Co., Ltd., Toyoma, Japan) was used as excipient. Ethanol 96% (Vilniaus degtine, Lithuania) was used as solvent for extraction. Distilled water was used throughout the experiment.
Maceration
The nutmeg seeds' powder was extracted using a maceration technique with water in ambient temperature while occasionally stirring. The process lasted 3 days. Powder and solvent ratio were 1:20 (w/v). The extracts were filtered with paper filter (0.22 µm pore size) and stored in refrigerator at 4 • C until further analysis. Conditions are mentioned in Table 1 .
Ultrasound Assisted Extraction
Extracts were also prepared by using ultrasound-assisted extraction. This method was used as a simple and effective method for nutmeg extracts. The 1 g material and 20 mL solvent were used. We used different concentrations of ethanol for extraction (96%, 70%, and 50%). The flask with substance was put in an ultrasound bath (Sonorex Digitec DT 156 BH, Germany). Extracts were prepared on 25 • C temperature for 30 min. After that, the extracts were filtered with paper filter and stored in a refrigerator at 4 • C until further analysis.
Some samples were modified and made with magnesium aluminometasilicate. The extracts were made in the same conditions which were listed earlier. But for the solvent only a certain concentration of ethanol (70%) was used and the excipient was added in the mixture. The excipients' concentration was from 0.5% to 2%. Magnesium aluminometasilicate (g) was based on ethanol quantity. Extracts were filtered and stored. Conditions are mentioned in Table 1 .
Hydrodistillation
Samples were prepared from nutmeg seeds and purified with water. The solid material was 15 g and the water was 300 mL. A Clevenger-type apparatus (European pharmacopoeia) for hydrodistillation was used. Hydrodistillation was carried out for 4 h. A colorless essential oil with specific odor was obtained. The essential oil was collected with water in airtight bottle and stored in a refrigerator at 4 • C until needed.
The hydrodistillation method was modified and magnesium aluminometasilicate as excipient was used. The amount of magnesium aluminometasilicate was based on water quantity, its concentration was from 0.5% to 2%. Fifteen grams of nutmeg seed powder were used and all of the sample ratios of solvent were the same (20:1). The essential oil was obtained and stored in the same conditions. Conditions are mentioned in Table 1 .
Gas Chromatography-Mass Spectrometry Analysis
Gas chromatography-mass spectrometry analysis was performed on a GCMS-QP2010 system (Shimadzu, Tokyo, Japan). Twenty microliters of sample (extract or essential oil) was diluted to 1 mL with hexane (≥99%, Sigma-Aldrich, Germany). The column used was a 30 m × 0.25 mm i.d. × 0.25 µL film thickness RTX-5MS column. Flow rate of helium (99.999%, AGA Lithuania) carrier gas was set at 1.23 mL/min. The oven temperature was maintained at 40 • C for 2 min after injection and then programmed at 3 • C/min to 210 • C, at which the column was maintained for 10 min. The split ratio was 1:10. The mass detector electron ionization was 70 eV. Identification of volatile compounds was carried out using mass spectra library search (NIST 14) and compared with the mass spectral data from literature [45] .
Statistical Analysis
Data are presented as mean ± SEM. Statistical analysis was preformed using Student's t-test. The results were significant when p < 0.05.
Conclusions
Extracts and essential oils from Myristica fragrans seeds (Grenada) were prepared using three different methods (M, UAE, HD). The volatile compounds were analyzed by GC-MS. The results showed the samples' quality and quantity of the chemical compounds composition. During the experiment magnesium aluminometasilicate was used for extraction in the hydrodistillation process. Previously, this excipient was used for the production of solid dosage forms. Ten chemical compounds were obtained using maceration, from eight to thirteen compounds were obtained using ultrasound-assisted extraction with different ethanol concentrations and without excipient, using UAE with magnesium aluminometasilicate, 16-19 compounds were obtained. Hydrodistillation with magnesium aluminometasilicate lead to 21 compounds, and finally, 24 compounds were obtained without the use of excipient. Although using hydrodistillation with the excipient fewer chemical compounds were obtained, some of the compounds' quantities were bigger than using hydrodistillation without excipient. Magnesium aluminometasilicate as excipient improved the extraction of α-pinene, limonene, isoterpinolene, and sabinene, although it reduced the quantity of β-pinene. For the first time, eight chemical compounds in nutmeg essential oil were identified. Two of these compounds (γ-amorphene and cis-α-bergamotene) were obtained by the use of magnesium aluminometasilicate.
The yield of the essential oil from nutmeg seeds was significantly higher using magnesium aluminometasilicate. The data shows that essential oil yield which was obtained by hydrodistillation with water was 5.25 ± 0.04% and it increased using hydrodistillation with water and 2% of magnesium aluminometasilicate to 10.43 ± 0.09%. Using the 2% of magnesium aluminometasilicate the yield of essential oil increased by almost twice.
The use of magnesium aluminometasilicate in the extraction process improved the yield of essential oil and the number of compounds in the extracts. 
